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FEEERREZATLUH—SHERLREF AR 55517 KDM6B RIERALR.
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1. RS mpatk:

SCIG KT pGL4.10 ( H352 , FljohaiE ) ;
pLenti-EF1a-EGFP-P2A-Puro-CMV-MCS-3Flag ( H149 , FlI7TiasE ) ;
pLenti-EF1a-EGFP-P2A-Puro-CMV-AR-3Flag ( H8039 , fl7Tias ) ;
pGL4.10-KDM6B promoter (WT) ( H14957 , fljoiaiE ) ; pGL4.10- KDM6B
promoter( MUT ) ( H14958 ,#I7otaE ) ; pRL-CMV( H321 ,Promega) ;

293T HpEtRKIFRTEEF , 37°C, 5% COx2,

2. SEBSistHI:

lipofectamine 2000 ( 11668-019, invitrogen ) ; f& 4 M & (FBS)
( SV30087.02 , Hyclone ) ; DMEM ( 12800-017 , GIBCO ) ; FRig
( Trypsin-EDTA ) ( 11668-500 , Invitrogen ) ; 96 #L#&% ( 3524 , Corning ) ;
Dual-Luciferase Reporter Assay System ( E1910 , Promega ) ; Opti-MEM

( 31985-062, invitrogen ) ,

3. {XEBigE:

RICEMEE (DMi8 |, LEICA) ; #Ei%a (SW-C-1F, 7Migt ) ; CO2 1555
(311, Thermo ) ;{IEECML( TDZ4-WS |, EiE#RY ) ; MEKiTEMR Bright
Line counting chamber (1492 , Hausser Scientific) ; 7Kia%8 (HWS12 ,

Z—l8) ; Betn(Y (Spark 10M , TECAN ) ,

(I
it i EETERTREREFREXEFIR08F 1924 Rt : www.oobio.com.cn EEiE : 021-58585887 {&H : 021-55230588
LEIRS#HE : 400-151-5198 FARSZIFHRFE : techservice@oobio.com.cn ESSHEFE : oobio@oobio.com.cn



OBIO #nctimieA (L8 ) BHERAS  Obio Technology(Shanghai) Corp.,Ltd.

M. SEIEPER

1. AL -

1) {REEEINR : IEHRIEIR 70%ASC & EEME 96 FLAR.

2) Bk 24 /NN EREAENERBIREEEFAANRFRRFERRN , 810
FERIZE 6 MNEFL.

a) Bchl DNA FIEEZuzl: 96 FIMREERERIATEFLLL AR X R RES
AR ( Firefly ) BEECEREBEWA ( Renilla ) - #34n5=0.1ug :0.005
ug : 0.25pL,

b) EohlFEREFFIERIIAF : 96 FINRFERERIETEFLELAIN ( BRREFR
KL, ITRRETAFIZALERAL ) : #%iH71=0.1ug : 0.25ul,

C) THRELF DNA FIEEREFREZRAH , BiEFS Smin,

d) BHERIEFA DNA MEREFEHRADIMERAFES  BEFS
20min,

e) TFLFZE S0ul BEFE | 1§ S0uL FRAERRERFINEISF LR
&,

f) #BR6 /NG, M EERE,

2. DUREEERD
a) FBrRFEese 48 \ifjE , FEEFE , A 100pL 1XPBS % 1 i&.
b) i 96 FLAR , IRFHIRAY PBS.

c) EEF/KIG S5XPLB(Passive Lysis Buffer)i&#mk 1XPLB , {EFAERIKEIE

N=]
o

d) EFLiN 100uL FHFEIFAY 1X PLB | #EREREZMTE 15min , BHTEHE.
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e) BEFEEY 96 FLESTMRPEFINEE 4 B9 LEER S5uL , IO 50uL 7T
SERIFH LAR T, 2s ISR,
f) SFLiHI0 S50uL FRSCRIFRY Stop&Glo Reagent |, 21E 2s f5 , JUEUE.

A 4T Luciferase [EERENIET , BEECEMETHT.

3. FitFHHR
GraphPad Prism ( Ver. 5, GraphPad Software ) {EE , FF73UN t

e,

= 1. EAREREE

Data Group 1 Group 2 Group 3 Group 4 Group 5 Group 6
H352+H149 4266 4855 2420 2835 3877 4769
H352+H8039 5074 3865 4208 3658 4324 4857

Firefly H14957+H149 323803 335926 321718 243000 328166 351168
luciferase | H14957+H8039 276695 302124 238473 275409 277526 271021
H14958+H149 269159 266766 237816 233829 305785 262390
H14958+H8039 296319 299716 297822 238062 292664 270033

H352+H149 97623 113804 59187 62910 91000 110854
H352+H8039 175814 149056 155334 129629 155445 149558

Renilla H14957+H149 101898 95721 94254 77331 93302 106406
luciferase | H14957+H8039 162167 183203 142050 155069 157731 150767
H14958+H149 117787 126165 112340 121302 141849 110896
H14958+H8039 199807 211190 188572 165209 197486 172916

H352+H149 0.0437 0.0427 0.0409 0.0451 0.0426 0.0430
H352+H8039 0.0289 0.0259 0.0271 0.0282 0.0278 0.0325

Ratio H14957+H149 3.1777 3.5094 3.4133 3.1423 3.5172 3.3003
H14957+H8039 1.7062 1.6491 1.6788 1.7760 1.7595 1.7976
H14958+H149 2.2851 2.1144 2.1169 1.9277 2.1557 2.3661
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H14958+H8039 1.4830 1.4192 1.5794 1.4410 1.4819 1.5616

Firefly luciferase B9%ERLA Renialla luciferase f95HE FAFEIOERIT—HSFIYEME.

Luc/R-luc

1. 1SNEEREF AR X KDM6B FS&FiEtRIRRm

1.5- ns

*kk

*k%k

Luc/R-luc

2. {ENEEFREF AR X KDM6B EEIFiE a2

pGL4.10 H352
pLenti-EF1la-EGFP-P2A-Puro-CMV-MCS-3Flag H149
pLenti-EF1la-EGFP-P2A-Puro-CMV-AR-3Flag H8039
pGL4.10-KDM6B promoter (WT ) H14987
pGL4.10- KDM6B promoter ( MUT ) H14958
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ns ®RLER, *Fmr p<0.05, *FR p<0.01,***3F/Rx p<0.001

e

HE 1 8LAEL | Bal a8 tn 77.77 13,

HE 2FJLIEL HREFARNZHNEEEIHERHDEIER TFE T 33.94%,
Fzs# + BREAFHEMELL , KDM6B BRI S F+ BRREFHEEHBRIFE |
PEXT 14.38% ( p<0.0001); MAESEEMNREER  XMEUEIFRIBTRE5
(p<0.0001), EIFT 17.47%, [ERT , Fiz5+HEREFEMELL , KDM6B 58
DHEMF+ BRREFHREMTTHETM (p=0.2347 ), HILETLARE AR &g

iZEEERIREE KDM6B jZaiFAYEME.
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